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1
METHOD OF PREPARING LOW-IRON
LACTOFERRIN

CROSS REFERENCE TO RELATED
APPLICATIONS

This application is the a 371 of International Patent Appli-
cation Number PCT/NZ2010/000079, filed Apr. 23, 2010,
which claims priority to New Zealand Patent Application No.
576456, filed Apr. 24, 2009, both of which are incorporated
herein by reference in their entirety.

FIELD OF THE INVENTION

The present invention relates to a method of preparing
low-iron lactoferrin (Lf), the low-iron [.f having greater anti-
microbial activity than standard Lf.

BACKGROUND OF THE INVENTION

Milk provides essential nutrients to the newborn mammal.
It also contains bioactive components for the management of
gastrointestinal and other bodily functions, and for defense
against microorganisms that can impact on health.

Lf is one of several bioactive components present in milk
and colostrum. It is also present in most exocrine fluids,
including tears and saliva. Lf has multiple biological roles
including regulation of iron metabolism, immune function
and embryonic development. Lf has anti-microbial activity
against a range of pathogens including Gram-positive and
Gram-negative bacteria, yeasts and fungi. The anti-microbial
activity of Lf is due in part to its ability to bind the iron
essential for the growth of certain bacteria. Lf also exerts
bactericidal activity by binding to lipopolysaccharide (LPS)
on bacterial membranes so disrupting the cell wall (Ellison et
al, 1988). LPS are hydrophobic, negatively charged mol-
ecules also known as endotoxins. L.f may scavenge LPS from
its environment during its isolation. Methods have been found
to remove LPS from protein preparations (Franken at al,
2000; Petsch and Anspach, 2000; Ropp and Murray, 2006;
Magalhaes et al, 2007) and from Lf (Rowe et al, 2006; Naidu,
2006 & 2008; Ward at al, 2009).

Lf has been proposed for use as an antimicrobial agent in
the dairy and meat industries (Payne et al, 1990; Naidu,
2001). Natural Lf is partially saturated with iron (Reiter,
1985). Some researchers (Bishop et al, 1976; Korhonen,
1977, Payne et al, 1990.) reported that the antimicrobial activ-
ity of Lf depends on its iron saturation. Batish et al, (1988)
found that the antibacterial activity of apo-Lf is greater than
that of natural Lf and others have confirmed this.

Lf is an iron-binding glycoprotein with one iron-binding
site in an N-terminus lobe and another in a C-terminus lobe.
One molecule of Lf has the ability to bind reversibly to two
high-spin Fe3+ ions in coordination with carbonate ions.

Domain opening is almost certainly the essential feature of
iron release from Lf. There are three factors that trigger this
process: 1) interaction with specific Lfreceptors, ii) reduction
of the bound Fe3+ to Fe2+, and iii) reduced pH. Iron can be
released from Lf by using water-soluble iron chelators and
low pH (Groves, 1960; Masson and Heremans, 1968; Law
and Reiter, 1977; Mazurier and Spik, 1980; Chung and Ray-
mond, 1993; Feng, van der Does and Bantjes, 1993). How-
ever, completely removing iron is difficult and the iron satu-
ration of apo-Lfis usually >10% (Batish et al, 1988; Payne et
al, 1990; Chung and Raymond, 1993). Kontoghiorghes
(1986) could not completely mobilize iron from Lf with any
of'a wide variety of soluble iron chelators at physiological pH
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due to the high affinity of Lf for iron (Aisen and Leibman,
1972; Chung and Raymond, 1993; Kretchmar Nguyen, Craig
and Raymond, 1993). Some researchers used insoluble resins
to chelate iron at pH<4 to prepare apo-L{, but the apo-L.f'still
had an iron saturation ofabout 15% (Payne et al, 1990; Chung
and Raymond, 1993). Although Feng, van der Does and
Bantjes (1995) successtully removed iron from Lf with iron-
chelating resin at physiological pH in the presence of citrate
and other buffers, the method is complex, slow and the low Lf
concentration used, which makes the process impractical for
commercial use. Peterson at al (2000) showed that iron
release does not beginuntil pH 3.5. Furthermore, because the
iron removal processes were usually performed at pH<3.5
this lead to the development of turbidity in the solutions
because of protein precipitation (Chung and Raymond,
1993). Modification of the conformation of the protein was
sometimes observed (Mazurier and Spik, 1980).

OBIECT OF THE INVENTION

It is an object of the invention to provide a method for
manufacturing low-iron L{, or at least to provide the public
with a useful choice.

SUMMARY OF THE INVENTION

The invention in a first aspect provides a method for manu-
facturing low-iron Lf having improved antimicrobial activity
from an aqueous Lf preparation, the method including the use
of a water-miscible solvent and a suitable acid such that the
pH is below about 4.5, followed by removal of the iron,
water-miscible solvent and acid.

Preferably the suitable acid is any one or more of citric
acid, tartaric acid, oxalic acid, nitrilotriacetic acid, or EDTA
plus an acid, such as, HCl, H,SO, to adjust it to the preferred
pH.

Preferably the most suitable acid is citric acid.

Preferably the suitable acid can be formed from a citric acid
salt and one or more organic or inorganic acid.

Preferably the organic or inorganic acid/s is/are selected
from HCl, H,SO,, acetic acid, or the like.

Preferably the citric acid salt is sodium citrate, potassium
citrate or the like.

Preferably the pH is between 2.5 and about 4.5, more
preferably between about 3.8 and about 4.5, most preferably
between about 3.9 and about 4.2.

Preferably the water-miscible solvent is an alcohol solvent.

Preferably the water-miscible solvent is selected from
methanol, ethanol, propanol, or similar solvents.

Preferably the iron, water miscible solvent and acid are
removed using ultrafiltration (UF), diafiltration (DF), and/or
similar conventional means.

Preferably the low-iron Lf produced contains less than 14
mg/100 g iron or 10% iron saturation.

In a second aspect the invention provides a method for
manufacturing low-iron Lf, preferably containing less than
14 mg/100 g iron or 10% iron saturation, and with higher
antimicrobial activity than normal commercial L{, the said
method comprising:

a) mixing an aqueous Lf preparation with an alcohol sol-
vent and sufficient acid solution such that the pH is
lowered to 2.5-4.5 to release the iron from the Lf in the
aqueous Lf preparation;

b) removing the released iron, acid and alcohol by UF
and/or DF to achieve a processing pH>about 5.5 and a
conductivity <about 2 mS in the product;
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¢) further processing the low-iron Lf product produced in
(b) to produce a liquid or dried low-iron Lf product.

Preferably the low-iron Lf product in step ¢) is freeze-dried
or spray-dried.

Preferably the acid is selected from citric acid, tartaric acid,
oxalic acid, nitrilotriacetic acid, or EDTA, or a citric acid salt
together with an organic or inorganic acid.

Preferably the pH in step a) is lowered to between about 3.5
and about 4.5, more preferably between about 3.9 and about
4.2.

Preferably the aqueous Lf preparation in step a) is treated
with acid solution for a period from about 2 hours to about 3
days to release the iron, more preferably between about 3
hours and about 24 hours, more preferably between about 5
hours and about 12 hours, most preferably between about 6
hours and about 10 hours.

Preferably the concentration of the acid solution used in
step a) is between about 5-20%, most preferably about 10%.

Preferably the alcohol solvent is added prior the addition of
the acid.

Preferably the alcohol solvent is selected from any one or
more of methanol, ethanol, propanol or similar alcohol, more
preferably the alcohol is ethanol.

Preferably the alcohol solvent is added in an amount of
between about 0.2 and about 2.5% of the Lf preparation, more
preferably between about 0.5 and about 1.5%, most prefer-
ably about 1%.

Preferably the processing pH is between about 3.5 and
about 4.5.

Preferably the temperature in step a) is between about 2 and
about 30° C.

Preferably the temperature in step b) is between about 5
and about 10° C.

Preferably the Lf in the aqueous Lf preparation is from
colostrum, skim milk or whey of bovine, human and other
mammals.

Preferably the Lf in the aqueous Lf preparation is isolated
by any conventional method, such as by chromatograph, ion-
exchanger and molecular-sieve from laboratory and commer-
cial available Lf.

Preferably the Lf in the aqueous Lf preparation can be an
undried extract or solution, or a dried powder.

Preferably the concentration of Lfin the aqueous Lf prepa-
ration is between about 0.01 and about 35% wt/vol, prefer-
ably between about 5 and about 25% wt/vol, and most pref-
erably between about 10 and about 20% wt/vol.

In a third aspect the invention provides a low-iron Lf when
produced according to either the first or second aspects of the
invention.

In a fourth aspect the invention provides method of improv-
ing the anti-microbial properties of a product including a
standard Lf component, the method including the step of
replacing, at least in part, the standard [.f with low-iron Lf.

Preferably the low-iron Lf of the third or fourth aspects of
the invention contains less than about 14 mg/100 g iron or
about 10% iron saturation.

In a fifth aspect the invention provides a product when
produced according to the fourth aspect of the invention.

DRAWINGS

FIG. 1: shows LPS released from E. coli or K. preumoniae
incubated with different Lf preparations;

FIG. 2: shows the iron release at different pH in the present
invention;
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FIG. 3: relates to the iron rebinding back to Lf at different
pH in this process, which affects the final product iron satu-
ration.

ABBREVIATIONS

cfu: colony forming unit

DF: diafiltration

HPLC: high performance liquid chromatography

Lf: lactoferrin

LPS: lipopolysaccharide

NZRM: New Zealand Reference Culture Collection,
Medical Section

UF: ultrafiltration

XRF: X-ray fluorescence

DETAILED DESCRIPTION OF THE INVENTION

The present invention provides a method for preparing a
low-iron Lf with improved antimicrobial activity, and also
provides a method of improving the antimicrobial activity of
products that include Lf by replacing the use of standard L.fin
such products with a low-iron Lf.

Using the process according to the invention (acid+alco-
hol), alow-iron Lf can be produced at amild pH (e.g. 3.8-4.5).
Furthermore, alower pH (e.g. <about 3.5) can also be used, as
Lf denaturation can be reduced in the course of the preferred
process. Such a process provides benefits to the user as the
process is relatively simple and cost effective.

Surprisingly and importantly, the inventors have found that
low-iron Lf produced by the process has a greatly improved
antimicrobial activity in comparison to standard commer-
cially available Lf. As a result, the antimicrobial activity of
products that include Lf can be improved by replacing, atleast
in part, standard Lf in such products with low-iron Lf.

The low-iron Lf can be prepared from either laboratory or
commercial Lf extracts or preparations, using a water-mis-
cible solvent, such as alcohol solvents (e.g. methanol, ethanol
or similar), in combination with a suitable acid, such as citric
acid, tartaric acid, oxalic acid, nitrilotriacetic acid, or EDTA,
or a citric acid salt together with an organic or inorganic acid,
to remove the iron. The pH is relatively mild (e.g. below about
4.5, preferably between about 2.5 and about 4.5). This is then
followed by removal of the iron and added solvent and acid
using conventional means, such as UF and/or DF, and recov-
ering the product also using conventional means, such as
freeze-, spray-, or otherwise drying the product.

The low iron Lf produced by the process shows an
increased antimicrobial activity in comparison to standard Lf,
and has an iron content of less than about 14 mg/100 g iron or
about 10% iron saturation. More preferably the iron satura-
tion is less than about 9%.

The Lf preparations used with the present invention
include Lf from colostrum, milk and whey of bovine, human
oranother mammal. The Lfis isolated from that source by any
conventional method such as by chromatograph, ion-ex-
changer and molecular-sieve at either laboratory or commer-
cial scale.

The present invention makes use of the fact that Lf can
release the bound iron in a fully reversible manner, on expo-
sure to mild pH (below about 4.5) with a proper chelator
(citric acid is the preferred agent) and a suitable water mis-
cible solvent (an alcohol solvent such as ethanol is the most
preferred). Furthermore, the addition of the suitable water
miscible solvent (e.g. alcohol) can prevent denaturation of L
if alow pH 2.5-3.8 used. It is preferred that [f is treated with
a food grade acid alone or mixtures of food grade acids and
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also with food grade water miscible solvent (e.g. alcoholic
reagents). Food grade is used due to relatively high purity, to
reduce any effect on the final product. This is followed by
removing the iron released from the Lf, and also the process
aids (acid and water miscible solvent), by UF and DF, then
freeze-, spray-, or otherwise drying the product, to produce a
final low iron Lf product.

Iron Release

The Lf preparation for treatment is prepared by dissolving
Lf powder in water. Alternatively, a freshly prepared aqueous
extract can be used directly.

It is known that iron can be released from the Lf solution by
mixing citric acid solution and Lf solution carried out at a
pH<3.5 (e.g. Peterson at al, 2000) while a number of patents
and papers report use of pH 2. Under such iron release con-
ditions, especially low pH, a cloudy solution may be formed
due to aggregation or denaturation of the protein (Mazurier
and Spik, 1980; Chung and Raymond, 1993). Furthermore, in
commercial production, high Lf concentration (10-20%) and
low temperature are normally preferred for the iron release
process, because lower temperature can prevent possible bac-
terial growth and higher concentration can be more efficient.
Further, the inventors have found that when a lower tempera-
ture (2-12° C.) and a lower pH<3.5 are used, an Lf gel and
precipitate may be formed.

In contrast, the inventors have now found that adding
appropriate amount of a water miscible solvent (preferably an
alcohol solvent) assists the iron release at moderate pH
(<4.5), also it can assist in preventing precipitation or gelling.
As a result an iron content of less than 14 mg/100 g iron or
10% iron saturation can be achieved. Surprisingly, the final
product has a greatly improved antimicrobial activity, which
cannot be explained by iron removal alone.

Lf has anti-microbial activity due to its ability to bind iron
essential for the growth of certain bacteria. Some researchers
(Bishop et al. 1976; Korhonen, 1977; Payne et al. 1990)
reported that the antimicrobial activity of Lf depends on its
iron saturation. Batish et al. (1988) found that the antibacte-
rial activity of low-iron Lf is greater than that of Lf and this
has been confirmed by others. [.falso has bactericidal activity
by binding to lipopolysaccharides (LPS) on bacterial mem-
branes to disrupt the cell wall (Ellison at al. 1988; 1990 and
1991; Yamauchi 1993 at al.).

Ithas now been found (refer to Tables 2, 3, and 4, especially
Table 4, below) that both the low-iron Lf and standard Lf
effectively killed a range of both Gram-negative and Gram-
positive bacteria. However the low-iron Lf of the present
invention exceeded the expected improvement in anti-micro-
bial activity from its original Lf form

Without wishing to be held to any particular hypothesis, the
inventors postulate that the increased antimicrobial activity
could be in part due to the Lf disrupting the outer membrane
rather than solely by its iron binding activity.

Previous research has shown that both human and bovine
L{s cause the release of structural LPS and an increase in
killing ofbacteria (Ellison etal. 1988; 1990 and 1991; Yamau-
chi et al. 1993). Ellison at al. (1991) reported that human Lf
has an ability to directly interact with the membrane and bind
to LPS molecules. Later, Yamauchi et al. (1993) found that
bovine Lf shares this property. They also indicated that
bovine Lf alters the structure of the Gram-negative bacterial
outer membrane to release LPS and kill the bacteria.

To review the hypothesis of LPS involvement the inventors
determined the level of LPS release from bacteria exposed to
the low-iron Lf and standard Lf (refer to FIG. 1). A positive
correlation between Lf induced LPS release from the bacteria
and Lfinduced bacterial killing suggests that the ability of the
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Lftorelease LPS from the bacteria is the key factor behind the
improved anti-microbial activity rather than iron sequestra-
tion. This is reinforced by the observation that the killing
ability of two low-iron Lf with different iron saturations (5.1
and 8.7%) and with different iron saturation reductions (7.9
and 3.5%) was similar, but much stronger than their original
form (refer to Table 4).

Although the exact causes remain unclear, the improved
antimicrobial activity shown by the low-iron Lf of the present
invention could be due the above mechanisms or some other,
as yet undetermined process.

To release the iron from Lf, a physiologically acceptable
iron-chelating acid, or a combination of such acids (the suit-
able acid), is added with good mixing to a tank containing
aqueous Lf preparation, preferably at a suitable temperature
(typically about 8 to about 25° C.), to give the required pH.
The change in absorbance at a wavelength of 465 nm is used
to monitor the release of iron.

The iron release is closely correlated to the water-soluble
iron chelators and pH. In a preferred reaction mixture, the Lf
solution is mixed with the physiologically acceptable acid or
a combination of such acids (as acid agent/s and chelator/s),
such as citric acid, tartaric acid, oxalic acid, or ethylenedi-
amine tetraacetic acid (EDTA), and preferably food grade, or
acombination of the salts of these acids (e.g. sodium citrate or
potassium citrate) with other physiologically acceptable
organic or inorganic acids (e.g. HCl, H,SO,, acetic acid, etc).
The most preferred option is to use citric acid only.

The concentration of acid added should be from about 0.1
to about 55%, preferably 5-20%, most preferably to about
10%. If the acid concentration is too high it may denature the
Lf before mixing is complete. On the other hand, if acid
concentration is too low, an inconveniently large volume of
acid solution will be needed, which will dilute the Lf. The
acid should preferably be added slowly with good mixing to
avoid locally high concentrations that may denature the Lf.

The amount of iron released increased with decreasing pH
below 7. Most of the iron released was from about pH<4.5.
Furthermore, at about pH 3.8-4.5 the iron release is relatively
slow and at pH<3.5 the iron release is much faster. In two
cases, at higher pH you will use less acid but longer time
whereas lower pH more acid is needed but short running time.
However, low-iron Lf made at about the mild pH 3.8-4.5 has
a much higher antimicrobial activity than its lower pH coun-
terpart does. Therefore, the preferred pH is lowered to a range
of between about 2.5-about 4.5 and preferably about 3.8-
about 4.5, most preferred about 3.9-about 4.2.

A low-colour Lf solution containing ethanol and citric acid
was diluted 1 to 5 in pure water and the pH was adjusted. The
absorbance at 465 nm of the various solutions at room tem-
perature was monitored. Typical results are shown in FIG. 2.
This shows how the iron release is affected by diftferent pH
levels. The preferred pH is less than about 4.5.

The water miscible solvent (preferably an alcohol solvent)
is added to assist in prevention of denaturation and precipi-
tation of the Lf by acid and to also to assist in the promotion
ofiron release.

An appropriate amount water miscible solvent promotes
iron removal at a moderate pH (about 3.8-4.5) and prevents
the development of the turbidity or gelling in the Lf solutions
at a lower pH of about 2.5-3.5. The water miscible solvent
(preferable ethanol) should preferably be added before the
acid. The amount of ethanol used is preferably between about
0.2 and about 2.5% in the Lf preparation, more preferably
about 0.5-about 1.5%, the most preferably about 1%.

In addition to pH, and a sufficient amount of citric acid (or
other suitable acid, preferably food grade), the iron release is



US 9,359,426 B2

7

closely correlated to the reaction time. Iron release increased
with increasing mixing time until it reaches equilibrium.
Because there is an inverse relationship between acid addition
and reaction time, the higher the amount added (lower pH) the
less time used to achieve targeted iron release. However, the
addition of acid is limited by the pH, so if mixing a pure Lf
product with a sufficient amount of citric acid, a period of
contacting time can be from about 10 minutes to about 3 days
to release the iron. In a typical processing, it is preferably
about 3 minutes to about 24 hours, more preferably about 30
minutes to about 12 hours, most preferably about 6 to about 8
hours.

In addition to the process conditions, the quality of the Lf
is important. For instance, in most commercial Lf prepara-
tions the level of impurities is about 4 to about 10% and
denaturation is in the order of 10-25%. Consequently, the
level of impurity and denaturation of Lf will affect the final
product, so choice of the starting [.f is important and the use
of suitable quality Lfis preferred. Skilled technical staff can
determine the quality of the Lf.

The Lfused as starting product in the process according to
the invention may be prepared in any conventional way. The
starting Lf can be from colostrum, skim milk and whey of
human, bovine or other mammal and is isolated by any con-
ventional method, such as by chromatograph, ion-exchanger
and molecular-sieve from laboratory and commercial avail-
able Lf. The Lf can be in either liquid (solution) or solid
(powder) forms.

Mixtures of Lf and additives are formed by adding the
additives (water miscible solvent, suitable acid) into the
appropriate aqueous Lf preparation. The Lf concentration in
the initial mixture is preferably not more than about 35%,
preferably between about 0.01 to about 35% wt/vol, more
preferably between about 5 to about 25% wt/vol, and most
preferably between about 10 and about 20% wt/vol.

In a typical process, once the targeted iron release is
achieved (<about 14 mg/100 g iron or about 10% iron satu-
ration, more preferably <7 mg/100 g iron or 5% iron satura-
tion), the iron released and process aids (acid and solvent)
added are removed by using UF and/or DF or any other
suitable technique.

Removing the Iron and Processing Aids

The iron released from Lf by citric acid (or other suitable
acid) and alcohol (or other water miscible solvent) is readily
taken up again if the pH of the mixture is restored to near
neutral (refer to FIG. 3). The iron can therefore be removed
using a desalting process, such as UF and/or DF or similar
means, before pH neutralization and further processing of the
Lfis attempted.

As Lf can release bound iron in a fully reversible manner,
the iron and chemicals should be removed, by UF and/or DF
(for example), to prevent the iron from rebinding during
subsequent processing.

One Lf molecule binds two Fe3+ ions with very high
affinity. The iron-Lf complexes are stable at pH>3.5 in the
absence of chelators. After the iron release described above,
the key requirement for the iron removal from Lf solution by
UF and DF seems to be the presence of citric acid (citrate), or
other suitable acid, at sufficiently low pH, because it acts as a
chelator and a pH controller. As observed by the inventors, the
iron released can rebind back to the Lf when pH is increased
(refer to FIG. 3). The pH should therefore preferably remain
low until more than 90% of the released iron has been
removed. The sufficiently low pH of Lf solution is preferably
between about 3.8 and about 4.5, most preferably about 3.9-
4.2. In FIG. 3, the samples were treated with the process aids
(1% ethanol and pH t0 4.0, 4.2, 4.3, 4.45,4.75,5.0, 5.35 and
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5.8 respectively), placed in a 96 wells micro plate, and incu-
bated in room temperature 22° C. The absorbances were
measured at 0, 30, 60, 90, 120, 150 and 960 min. This shows
the iron rebinding back to Lf at different pH, which can affect
the final product iron saturation.

High quality water should preferably be used for DF to
avoid contamination of the Lf. Most importantly, the iron
content of water should preferably be low, preferably <about
0.2 ppm and most preferably <about 0.1 ppm. The water
should also be free from traces of tannin and endotoxins.

The degree to which Fe3+ ions and chemicals (citric acid
and ethanol) in the Lf mixture are removed by the above
mentioned desalting processes, e.g. by UF, may also result in
pH changes, so should be closely monitored (correction of the
pH to preferably about 4.2 of the treated Lf if outside the
preferred pH range of about 4.0 to about 4.6 by using acid/
alkali may be needed).

In a typical UF process, the process aids are added with
agitation and allowed to react. When the reaction is complete
the UF process is started. Water is added to help remove the
released iron and the process aids that were added. There are
two advantages to use UF before DF. Firstly, by using UF,
much greater volume water can be added and removed than
using DF, which should help to remove the iron and additives
more quickly. Secondly, pH can be easily controlled with UF
process. The removal of iron and additives can be monitored
and when more than 90% of the iron is removed and the
appropriate concentration of Lf achieved, the DF will start.
Hence, appropriate concentration of Lf is achieved for the
subsequent drying process.

Conversion of Lf to valuable low-iron Lf with improved
bioactivity, together with suitable sensory and storage prop-
erties is often preferred for a commercial product. In order to
obtain such a material the [f is purified using DF where most
impurities (mainly the process aids added) are removed. The
DF step is primarily removing the acid and water miscible
solvent added rather than iron and the Lf solution is diafil-
trated to pH about 5.0. Depending on the kinds of final prod-
ucts desired, the pH can be up to 5.5-6.5 and conductivity 2
mS/cm by DF or adding alkali. If a good sensory product is
desired, the Lf may be diafiltrated to a pH of 5.5-6.5. How-
ever, if the sensory property is not critical, the pH can be
adjusted to the pH 5.5-6.5 with a food grade alkali, such as,
KOH, NaOH or similar, or a mixture of several alkalis, pref-
erably including NaOH. The alkali can be directly added into
the solution but is preferably dissolved to 0.1-50%, preferably
1-10%, most preferably to about 2.5%.

High quality water should preferably be used for the DF to
avoid contamination of the Lf. The iron content of water
should be low, preferably <0.2 ppm and most preferably <0.1
ppm. The water should also be free from traces of tannin and
endotoxins as Lf has a high affinity for these.

Once the processing is complete, the low-iron Lf can be
freeze or spray dried and packed.

The process of the present invention can produce a low-
iron Lf at a mild pH (3.8-4.5). Furthermore, a lower pH<3.5
can also be used, because the process can effectively reduce/
prevent Lf denaturation as well. In addition to above, surpris-
ingly and importantly, the final low-iron Lf product has a
greatly improved antimicrobial activity. The invention there-
fore extends to that low-iron Lf that exhibiting improved
anti-microbial properties.

Low-iron Lf can be used in a number of products such as
infant formulas, nutritional formulations, immune enhance-
ment products, oral care products and anti-acne products. In
such uses, the improved anti-microbial activity helps to
reduce harmful pathogens thus improving the quality and/or
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efficacy of the products. In particular, as low-iron Lf strongly
binds to endotoxin—I.PS the products can also assist the
immune system of the user. The invention therefore extends
to improving the anti-microbial qualities of products that
incorporate (or could incorporate) an Lf component, by
replacing use of standard Lf in those products, at least in part,
with low iron L{f.

EXAMPLES
Example 1
Treatment of Lactoferrin with Various Reagents

Aliquots of 6% aqueous L solution containing 1% ethanol
were treated with various reagents at pH 4.0 and 25° C. and
the change in absorbance at 465 nm was monitored. Typical
results are shown in Table 1.

Example 2
Preparation Low-Iron Lf at Laboratory Scale

20, 15, 10 and 5% solutions were reconstituted from com-
mercial Lf. After 5 mL of 20% ethanol was added into 100 mL
of'above Lf'samples, the pH of the Lf samples was adjusted to
4.0. The samples were stood at 20° C. for 16 hours to release
Fe3+. The iron release was monitored by measuring absor-
bance at 465 nm with a spectrophotometer. After 16 hours
reaction, the samples were dialysed against pure water or tap
water at a ratio of 1:20. After dialysis for two days with three
changes of water daily, the samples were freeze-dried. The
resulting products were either white in colour when made
with pure water (3.89% iron saturation by HPLC and 4.03%
by X-ray fluorescence (XRF)) or light cream or pale beige in
colour when made with tap water (3.97% iron saturation by
HPLC and 4.08 by XRF). All the resulting products are easily
distinguishable from conventional Lf (salmon pink in
colour). Iron rebinding results indicate that the low-iron Lf
have not lost any iron binding ability. Antimicrobial results
show that Lf dialysed with pure and tap water have similar
antimicrobial activities but much stronger than conventional
Lf. (refer to Table 5).

Example 3

Preparation Low-Iron Lf in a Commercial Plant
Scale

After 50 L of 20% ethanol was added into 1000 L of 15%
Lf, the pH of the Lf solution was adjusted to 4.1. The solution
was slowly agitated to release Fe3+ at 20° C. until the targeted
Fe3+ release achieved (16 hours) and then Fe3+ released and
process aids added were removed by UF and DF process. The
resulting product is a light cream/pale beige colour with 5.1%
saturation (by HPLC) and is easily distinguishable from con-
ventional Lf. Iron rebinding results indicate that the low-iron
lactoferrin has not lost any of its iron binding ability. Antimi-
crobial results show that it has an improved antimicrobial
activity. (Refer to Tables 2 and 3.)

Iron Saturation Test

The ability of lactoferrin preparations to bind iron was
determined by adding an excess of freshly made FeCl3 solu-
tion to solutions of the test lactoferrin (2%) in 70 mM sodium
bicarbonate solution (pH 7). The iron content of the resulting
Lfwas determined using cation exchange HPL.C. The Lf was
eluted off the column using a salt gradient with simultaneous
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determination of absorbance at 280 and 465 nm. The effect of
iron on the 280 nm absorbance was recognised when deter-
mining the Lf concentration. XRF was used to confirm the
HPLC assay.

Antimicrobial Activity

Suspensions of selected organisms were used to challenge
the antimicrobial activity of various lactoferrin solutions as
follows.

a) A single colony of £. coli (NZRM-916), K. preumoniae
(NZRM-7441), B. cereus (NZRM-5) or S. aureus
(NZRM-87) isolated from a tryptic soy agar (TSA) plate
was inoculated in 10 mL of tryptic soy broth (TSB) and
incubated over night at 37° C.

b) Aliquots (100 uL) of the resulting 10°-10° cfu/mL cul-
tures were added to 1 mL portions of Lf test solutions
containing, in the first experiment 0.4% and 0.8% Lf,
and inthe second experiment (. coli and K. pneumoniae
only) 0.5%, 0.25 and 0.15% Lf. The mixtures were incu-
bated at 37° C.

¢) Samples (1 mL) of the incubating mixture were taken at
2 min, 30 min, 4 h and 24 h and placed into tubes
containing 9 mL sterilised water. Further decimal (1 into
9 mL) dilutions were carried out using sterilised water as
required to bring the cell numbers into the range 10*-10°
cfu/mL.

d) 1 mL of'the diluted samples were transferred in duplicate
to Petri dishes, mixed with molten agar, and incubated
for 24-48 h.

e) The colonies were then counted.

The results are shown in Tables 1, 2, 3, 4 and 5. The
low-iron Lf acted more quickly and at lower concentrations
than the control Lf.

LPS Release

Lf antimicrobial activity mainly involves following two
known mechanisms: one is iron-depriving activity due to its
high affinity to iron; another is its ability to bind to bacterial
membrane to release LPS from the bacteria membrane to
make the membrane more permeable to kill the bacteria (es-
pecially Gram-negative). The ability of Lf to bind to bacteria
and to release LPS from the membrane appears to be related
to its direct bactericidal activity. The low-iron [.faccording to
the present invention has a greatly improved antimicrobial
activity in comparison to standard [fthat cannot be explained
by the reduction in iron content (such low-iron Lf forming an
inventive aspect of the present invention), so it is important to
determine if the greatly improved antimicrobial activity is
due to binding to cell membrane and release LPS.

The release of LPS from selected organisms due to expo-
sure to Lf was determined as follows.

a) A few colonies of E. coli NZRM-916) or K. ppeumoniae
(NZRM-7441) isolated from a tryptic soy agar (TSA)
plate were inoculated into 180 mL of tryptic soy broth
(TSB) and the broth was incubated at 37° C. over night.

b) Cells were harvested by centrifuging the culture in 50
mL centrifuge tubes at 1000 g for 10 min. The resulting
pellet was dispersed in pure water and centrifuged again.

¢) The washed pellets were mixed with 40 mL of 0.8% Lf
solutions and incubated at 37° C.

d) Samples were taken 0 and 30 min. and centrifuged in 50
mL centrifuge tubes at 1000 g for 10 min. The resulting
clear supernatant was mixed with 3 volumes of 99%
ethanol. The resulting precipitate was recovered by cen-
trifuging at 1000 g for 10 min.

e) The pellet was dissolved with 10 mL. pure water and
centrifuged again the supernatant was dialysed against
pure water at a ratio of 1:100 for two days, with two
changes of water daily.
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f) The dia.lyse(.i samples were analysed with the phenol- TABLE 3-continued
sulphuric acid assay (Dubois et al, 1956). Glucose was
used as standard to quantify the LPS. Time 0 Samples Survival of bacterial after exposure to lactoferrin solutions
were used as blanks.

The results are shown in FIG. 1. As can clearly be seen, the ° Lacto- Colony count
anti-microbial activity of the low-iron Lfis significantly, and Lacto- ferrin Exposure time
surprisingly, greater than that of standard Lf. This finding is
supported by the results shown in the other tables (and ferrin cone. 2 30 4 24
referred to above) that the low-iron [.facted more quickly and Bacteria Type (%) min min h h
at lower concentrations than the control Lf. 10
Tabl K, Low-iron 0.50 1353 211 <1 <1

ables preumoniae 025 3685 639 <1 <1
0.15 TNTC 2276 6 <1
TABLE 1 Standard 0.50 TNTC 4611 19 <1
Changes in absorbance at 465 nm when alcoholic lactoferrin 15 0.25 INTC TNTC 2557 1661
solution is treated with various acids. 0.15 TNTC TNTC TINTC TNTC
Tirpe Gluclonic Talt?.ric EDTA + Oxglic Citlric (TNTC = too numerous to count).
(min)  Control acid acid HCL acid acid
10 0.387 0.317 0.312 0.259 0.287 0.291 20
20 0.314 0.292 0.219 0.203  0.260 TABLE 4
40 0312 0.281 0.220 0.132  0.247
80 0.303 0.255 0.212 0.125 0.221 Survival of bacterial after exposure to different

160 0.297 0.246 0.193 0.124  0.189 iron saturation lactoferrin solution:

230 0.296 0.235 0.189 0.126 0.152

320 0.288 0.241 0.183 0.131  0.141 5 Lacto-

450 0.282 0.239 0.168 0.131 0.107 ferrin Colony count

1200 0.261 0.189 0.143 0.121 0.064 Iron Exposure time
Lactoferrin saturation. 2 30 4 24
Bacteria type (%) min min h h
TABLE 2 30 E coli Low-iron 5.1 354 21 <1 <1
. . . . If1
Survival of bacterial after exposure to lactoferrin solutions Low-iron 8.7 14 <1 <1 <1
1f2
%jm,o' Colony count Parent of 13 TINTC 956 337 <1
Lacto- errin Exposure time Low-iron
ferri 2 30 4 24 39 L1
eIrin conce.
Bacteria type %) min min h h Parenlt of 12.2 TNTC 858 <1 <1
Low-iron
. . 1f2
- 9, < < <
£ coli Low-iron 8'302 i‘f <} <} <} K Low-iron 5.1 31 a <« <1
Standard 04% TNTC 858 <1 <1 preumoniae  Lf1
0.8% TINTC 264 <1 <1 40 Low-iron 8.7 45 <1 <1 <1
. : 1f2
_ 0,
S.aureus  Low-iron 8'302 g?g g?g %;g 1% 8 Parent of 13 TNTC 55 116 529
Standard 04% TNTC TNTC TNTC TNTC igvlv'lron
0,
K Low-iron 8'302 TI\?;C TN<11C TN<11C TN;flC Parent of 12.2 TNTC 635 352 INTC
preumoniae 0.8% 5 <1 <1 <l 45 Iﬂ?‘;_lron

Standard 04%  TNTC 635 352 TNTC
0.8%  TNTC 479 311 TNTC

(TNTC = too numerous to count).

B. cereus Low-iron 0.4% 467 142 8 5
0.8% 382 53 9 6
Standard 0.4% TNTC TNTC 526 697
0.8% TNTC TNTC 439 321 5p TABLE 5
(TNTC = too numerous to count). Survival of bacterial after exposure to lactoferrin
(UF & DF with different water) solutions
TABLE 3 Lactoferrin Colony count
55 made from Exposure time
Survival of bacterial after exposure to lactoferrin solutions Bacteria Lactoferrin  water type omin  30min 4h 24h
Lact.o— Colony copnt E. coli Low-iron Tap 9 <1 <1 <1
Lacto- ferrin Exposure time Pure 18 <1 < <
<
forrin cone. 5 30 4 2 " Standard TNTC 2892 314 1
Bacteria Type (%) min min h h (TNTC = too numerous to count).
E. coli Low-iron 0.50 162 <1 <1 <1 . . . . . .
0.25 988 <1 <1 <1 The forgoing describes the invention including preferred
0.5 2306 49 <1 <1 forms thereof. Alterations and modifications that would be
Standard 0.50 TNTC 2113 <1 <1

025 TNTC TNTC 2557 473 65 readily apparent to the skilled person are intended to be
0.15 TINTC TNTC TNTC TNTC included within the scope of the invention as defined in the
attached claims.
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The invention claimed is:

1. A method for manufacturing low-iron lactoferrin (Lf)
having improved antimicrobial activity from an aqueous Lf
preparation, which comprises combining the aqueous Lf
preparation with an alcohol solvent and a suitable acid such
that the pH is between 2.5 and about 4.5 to release the iron
from the Lf, and removing the released iron, alcohol solvent
and acid.

2. The method according to claim 1 wherein the suitable
acid is selected from any one or more of citric acid, tartaric
acid, oxalic acid, nitrilotriacetic acid, or EDTA.

3. The method according to claim 1, wherein the suitable
acid is citric acid.

4. The method according to claim 1, wherein the suitable
acid can be formed from a citric acid salt and one or more
organic or inorganic acid.

5. The method according to claim 1, wherein the suitable
acid can be formed from a citric acid salt and an acid selected
from HCI, H,SO,, or acetic acid.

6. The method according to claim 1, wherein the suitable
acid is formed from sodium citrate or potassium citrate and
one or more organic or inorganic acid.

7. The method according to claim 1, wherein the alcohol
solvent is selected from methanol, ethanol, or propanol.

8. The method according to claim 1, wherein the released
iron, alcohol solvent and acid are removed using ultrafiltra-
tion (UF) and/or diafiltration (DF).
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9. The method according to claim 1 wherein the low-iron
Lf produced contains less than about 14 mg/100 g iron or
about 10% iron saturation.

10. A method for manufacturing low-iron Lf and with
higher antimicrobial activity than normal commercial Lf, the
method comprising:

a) mixing an aqueous Lf preparation with an alcohol sol-
vent and sufficient acid solution such that the pH is
lowered to between about 2.5 to about 4.5 to release the
iron from the Lfin the aqueous Lf preparation;

b) removing the released iron, acid and alcohol by UF
and/or DF to achieve a processing pH>about 5.5 and a
conductivity <about 2 mS in the product;

¢) further processing the low-iron Lf product produced in
(b) to produce a liquid or dried low-iron Lf product.

11. The method according to claim 10 wherein the low-iron
Lf produced contains less than about 14 mg/100 g iron or
about 10% iron saturation.

12. The method according to claim 10 wherein the low-iron
Lf product in step c) is freeze-dried or spray-dried.

13. The method according to claim 10 wherein the acid is
selected from citric acid, tartaric acid, oxalic acid, nitrilotri-
acetic acid, or EDTA.

14. The method according to claim 10 wherein the pH in
step a) is lowered to between about 3.5 and about 4.5.

15. The method according to claim 12 wherein the aqueous
Lf preparation in step a) is treated with acid solution for a
period from about 2 hours to about 3 days to release the iron.
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16. The method according to claim 10 wherein the concen-
tration of the acid solution used in step a) is between about 5
to about 20%.

17. The method according to claim 10 wherein the alcohol
solvent is added prior the addition of the acid.

18. The method according to claim 10 wherein the alcohol
solvent is selected from any one or more of methanol, ethanol,
propanol or similar alcohol.

19. The method according to claim 10 wherein the alcohol
solvent is added in an amount of between about 0.2 and about
2.5% of the Lf preparation.

20. The method according to claim 10 wherein the process-
ing pH is between about 3.5 and about 4.5.

21. The method according to claim 10 wherein the tem-
perature in step a) is between about 2 and about 30° C.

22. The method according to claim 10 wherein the tem-
perature in step b) is between about 5 and about 10° C.

23. The method according to claim 10 wherein the Lf'in the
aqueous Lf preparation is sourced from colostrum, skim milk
or whey of bovine, human or other mammals.

24. The method according to claim 10 wherein the Lf'in the
aqueous Lf preparation is isolated by chromatograph, ion-
exchanger and molecular-sieve means.

25. The method according to claim 10 wherein the Lf'in the
aqueous Lf preparation can be an undried extract or solution,
or a dried powder.

26. The method according to claim 10 wherein the concen-
tration of Lf in the aqueous Lf preparation is between about
0.01 and about 35% wt/vol.
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